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Mail Stop Amendment 
Commissioner for Patents 
P.O. Box 1450 
Alexandria, VA 22313-1450 

Dear Sir: 

I, Ivan N. Rich, declare and state that; 

1 . I make this declaration in connection with U.S, application Serial No. 
10/059,521 . I am familiar with its prosecution history, particularly the Office Action 
mailed on February 27, 2006. 

2. Attached is my Curriculum vitae Appendix A). In view of my education, 
training and experience, I consider myself, and am considered by my peers, to be an 
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expert in the field to which this application pertains and qualified to express opinions 
stated herein. 

3 . The Examiner alleges that one of ordinary skill in the art at the time of 
the instant invention would have been motivated to incorporate the culture system as 
taught by Bell and complimented with transferrin by Moore, which stimulates 
proliferation of hematopoietic cells in culture growth media, for subsequent use as MNC 
sample for testing proliferation status using the ATP bioluminescence assay as taught by 
Crouch, because methyl cellulose is conventionally known to advantageously increase 
viscosity of proliferating cells in culture media, and transferrin as taught by Moore is 
conventionally known to advantageously provide iron protein transport for cells in the 
media, and Bell specifically taught that erythroid progenitor colony formation is even 
further enhanced at lower, more physiological oxygen tensions, Le., 5% oxygen; hence, 
increasing the concentration of hematopoietic progenitor cells for use in assays that 
measure proliferation of cell populations, including the ATP bioluminescence assay 
taught by Crouch. 

4. The presently claimed invention is directed to a high-throughput stem 
cell assay of hematopoietic stem and progenitor cell proliferation. 

5. Methyl cellulose is not "conventionally known to advantageously 
increase viscosity of proliferating cells in culture media". Methyl cellulose is an inert 
polymer that is used as a semi-solid and immobilizing medium so that when the cells are 
stimulated to proliferate and divide, they remain where they are and form colonies. 
Without the presence of methyl cellulose, one would have a so-called suspension 
culture, where the cells are free to move about the vessel and cannot form colonies of 
cells that can eventually be counted under a microscope. TT)e whole point is that in the 
types of vessels presently used and for HALO performed in 96-well plates, the methyl 
cellulose allows the same conditions as the traditional colony-forming assay, but 
because we are measuring proliferation and not differentiation, the assay can detect 
intracellular ATP which is a limiting substrate for the luciferin/luiferase reaction, 
thereby obviating manual colony enumeration. The goal is to replace manual colony 
counting using a microscope with a non-subjective and fully standardized assay, thereby 
opening up many new applications. 

6. Transferrin is not present in the medium as described by Moore, but is 
added as a mixture in BITSI. Unless, Moore's medium is registered under a different 
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name, I have never heard of COF medium and as far as I know, it is not even sold by 
any of the companies that provide media for tissue culture. Furthermore, the PCT WO 
2004/01 8996 A2 published on 4 March 2004 and probably in the original submission, 
states on Page 22, lines 10-1 1, that iron-saturated human transferrin at a final 
concentration of 1 x 10 -10 mol/L or O.lnM compared to 5 rag/L that Moore used for his 
COF media. These very low concentrations stem from my own previously published 
work (Rich IN, Sawatzki G & Kubanek B. Specific enhancement of mouse CFU-E by 
mouse transferrin. Brit. J. Haematol. (1 98 1), 49:567-573). 

7. Methyl cellulose does not "increase the viscosity of proliferating cells in 
culture media", and if it did, we would not have an assay system. Methyl cellulose is 
originally a solid substance that is dissolved in water and culture medium to produce a 
semi-solid, viscous fluid in which the cells are cultured. The purpose of the methyl 
cellulose is to immobilize the cells so that when they proliferate and divide, they remain 
where they are and do not move about in the culture. Only by this means can they form 
cell clusters and colonies. Thus, methyl cellulose increases the viscosity of medium in 
which the cells are grown, not the cells themselves. 

8. All statements made herein of my own knowledge are true and all 
statements made on information and belief are believed to be true. These statements 
were made with the knowledge that willful false statements and the like so made are 
punishable by fine or imprisonment, or both, under Section 1001 of Title 18 of the 
United States Code and that such willful false statements may jeopardize the validity of 
the application or any patent issued thereon. 

Ivan N.Rich 
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